[Abstract] Many microorganisms have the capacity to use nitrate as a respiratory electron acceptor. Reduction of nitrate is catalyzed by a multi-subunit nitrate reductase that is often located associated with the cytoplasmic membrane and has its active site oriented toward the cytoplasm. This means that nitrate must be transported into the cell and often this occurs concomitantly with the export of the reduced nitrite product. Often nitrate and nitrite transport are 
, were adjusted to an OD450nm of 10 or 20 (1 ml of an OD450 = 1 is equivalent to 3.5 x 10 8 spores/ml or 2.37 x 10 8 cfu.).
2. For the assay, 500 μl of the spore suspension was added to 500 μl of buffer (100 mM MOPS-NaOH, pH 7.0, 10 mM sodium nitrate) in gas-tight Hungate vials. The gas in the 15 ml headspace was exchanged against pure nitrogen and flushed with nitrogen for an additional 5 min through the closed septum.
3. Hungate vials were incubated by slowly shaking at 30 °C for 5 h, or longer as necessary if the anticipated enzyme activity was low.
4. At a defined time after starting the incubation the nitrate reduction reaction in these samples was terminated by heating the vials with the spores at 80 °C for 10 min. The heat-killed spores were then pelleted by centrifugation in a bench-top centrifuge (20,000
x g) for 5 min.
5. The spore-free supernatant was used for nitrite determination either immediately or was stored at -20 °C until required.
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B. Incubation assay for Streptomyces mycelia grown in TSB liquid culture 1. Suspensions of freshly grown, highly dispersed mycelium were washed twice with MOPS-buffer, and adjusted to the desired amount of mycelium using the methylene blue adsorption method ; see notes below) (1,000 CAE are comparable with a dry weight of 1 mg Streptomyces mycelium growing in TSB.).
2. For the assay, 500 μl of the mycelium suspension were added to 500 μl of buffer (100 mM MOPS-NaOH, pH 7.0, 10 mM sodium nitrate) in gas-tight Hungate vials. The gas in the 15 ml headspace was exchanged against pure nitrogen and flushed with nitrogen for an additional 5 min through the closed septum. 2. The precise details of the methylene blue adsorption method are available in . A bioprotocol detailing this method will be submitted in the near future.
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